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Clean Sei of All Pending Claims 



30. A meihod preparing a muliispecifk aniibody comprising a tirsi polypepiide and 
ax least one addiiional pohpeptide, wherein 

(a) rhe first polypeptide comprises a multimerization domain forming an interface 
positioned to interact v^lth an interface of a multimerizaiion domain of the additional 
polypeptide, 

(b) the first and additional polypeptides each comprise a binding domain, the binding 
domain comprising a heavy chain and a light chain, wherein the variable light chains of the first 

and additional polypeptides comprise u common ^sequence, ihc method comprising the steps of: 

(I) culturing a host cell comprising nucleic acid encoding the first polypeptide 

and additional polypeptide, and the variable light chain, wherein the culturing is such that the 

nucleic acid is expressed; .ind 

(ii) recoveiing the muhispecific antibody from the host cell culture. 

3 1 . The method ol claim 30, wherein the nucleic acid encoding the first polypeptide or 
the nucleic acid encoding ihe additional polypeptide, or both, has been altered from the original 
nucleic acid to encode the interface or a ponion thereof 

32. The method of claim 3 i wherein the multimeri/aiion domains of one of the first 
or additional polypeptides or both, are altered to comprise a free thiol-coniaining residue which 
is positioned to interact with a free thiol-containing residue of the interface of the other of the 
first or additional polypeptide such thai a disulfide bond is formed between the first and 
additional polypeptides, wherein the nucleic acid encoding the first polypeptide has been altered 
from the original nucleic acid to encode the free thiol-comainmg residue or the nucleic acid 
encoding the additional polypeptide has been altered firom the original nucleic acid to encode the 
free thiol-containing residue, or both. 
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33. The meihocl of claim 30 wherein The muhimerizaTion domains of the firsx and 
addiiional polypepiides comprise a proiuberance-iniO'CaviT> imeraciion, wherein the method 
funher comprisies: 

generating a protuberance by ahering the original nucleic acid encoding the first 
polypeptide to encode an impon residue having a larger side chain volume than the original 
residue, and 

generating a cavity by altering the original nucleic acid encoding the additional 
polypeptide to encode an impon residue having a smaller side chain volume than the original 
residue 



34. The method ol claim 33, wherein the steps of generating a protuberance or generating 
a cavity, or both, occurs by phage display selection. 

35. The method of claim 33 wherein the impon residue having a larger side chain 
volume than the original nrsidue is selected from the group consisting of arginine (R), 
phenylalanine (F), tyrosine- ( Y), tryptophan (W), isolcucine (I) and leucine (L). 

36. The method of claim 33 wherein the impon residue having a smaller side chain 
volume than the original residue is selected from the group consisting of glycine (G), alanine 
(A), serine (S), threonine (T). and valine (V), and wherein the impon residue is not cysteine (C). 

37. The method of claim 30 wherein the first and additional polypeptide each 
comprise an antibody constant domain. 

38. The method of claims 37 wherein the first and additional polypeptide each 
comprise an antibody constant domain selected from the group consisting of a C„3 domain and 
an IgG. 
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39. The method of claim 30 wherein the heteromuhimer is a muhispecific 
immunoadhesin. 

40. The meihotl of claim 30 wherein siep (I) is preceded by a step wherein ihe nucleic 
acid encoding ihe firsi and additional polypepiide is iniroduced into the hosi cell. 

41. A host cell comprising nucleic acid encoding the heieromultimer of claim 1 3 . 

42. The host cell of claim 41 wherein the host cell is a mammalian cell, 

43. A method of preparing a multispecific antibody comprising: 

(a) selecting a first nucleic acid encoding a first polypepiide comprising an amino 
acid residue in the interface of the first polypeptide is replaced with an amino acid residue on an 
additional polypeptide, and selecting at least one additional nucleic acid encoding at least one 
additional polypeptide so ihat the amino acid residue on the additional polypeptide specifically 
interacts with the amino atdd residue on the first polypeptide, thereby generating a stable 
interaction between the firit and additional polypeptides; 

(b) selecting a light chain encoding nucleic acid sequence, wherein the light chain is 
meant to associate with ihi? binding region of each first and additional polypeptide of the 
multispecific antibody; 

(c) introducing into a ho:>i cell the first and additional nucleic acids and the light 
chain-encoding nucleic acjd, and culturing the cell so that expression of the first and additional 
nucleic acids and the light chain-encoding nucleic acid occurs to form the bispecifc antibody: 

(d) recovering che multispecific antibody from the cell culture. 

44. The method oi claim 43, wherein at le^si one of the first and additional nucleic acids 
of step (a) are altered from the original nucleic aci4 to encode an amino acid in the interface that 
interacts with an amino ac.d of the first or additional amino acid residue thereby generating the 
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stable interaction. 

45. The methoil of claim 44 wherein the altering comprises generating a 
protuberance-into-cavity iiUeraction ai the interface between the first and additional polypeptides. 

46. The method oi' claim 44 wherein the alterating comprises imponing a free ihiol- 
containing residue into the first or addiiional polypeptide or both, such that the free thiol- 
containg residues interact to form a disulfide bond between the first and additional polypeptides. 

47. The methotl of claim 43 wherein th«? first and additional polypeptide each 
comprise an antibody cons tant domain. 

48. The method of claim 47 wherein the antibody constaru domain is a Ch3 domain. 



49, The method of claim 48 wherein the antibody constant domain is from a human 

IgG. 



